Rathayibacter toxicus is a gram-positive bacterium that infects the floral parts of several Poaceae species in Australia. Bacterial ooze is often produced on the surface of infected plants and bacterial galls are produced in place of seed. R. toxicus is a regulated plant pathogen in the U.S. yet reliable detection and diagnostic tools are lacking. To better understand this geographically-isolated plant pathogen, genetic variation as a function of geographic location, host species, and date of isolation was determined for isolates collected over a forty-year period. Discriminant analyses of recently collected and archived isolates using Multi-Locus Sequence Typing (MLST) and Inter-Simple Sequence Repeats (ISSR) identified three populations of R. toxicus; RT-I and RT-II from South Australia and RT-III from Western Australia. Population RT-I, detected in 2013 and 2014 from the Yorke Peninsula in South Australia, is a newly emerged population of R. toxicus not previously reported. Commonly used housekeeping genes failed to discriminate among the R. toxicus isolates. However, strategically selected and genome-dispersed MLST genes representing an array of cellular functions from chromosome replication, antibiotic resistance and biosynthetic pathways to bacterial acquired immunity were discriminative. Genetic variation among isolates within the RT-I population was less than the within-population variation for the previously reported RT-II and RT-III populations. The lower relative genetic variation within the RT-I population and its absence from sampling over the past 40 years suggest its recent emergence. RT-I was the dominant population on the Yorke Peninsula during the 2013-2014 sampling period perhaps indicating a competitive advantage over the previously detected RT-II population. The potential for introduction of this bacterial plant pathogen into new geographic areas provide a rationale for understanding the ecological and evolutionary trajectories of R. toxicus.
Introduction

Materials and Methods
Ethics Statement
As all handling of R. toxicus-infected plants and live cultures of R. toxicus, and other Rathayibacter species, was conducted in Australia, specific permissions from government agencies or regulatory bodies were not required for the collection or processing of the plant materials used in this study. Endangered or protected species were not collected or used in this study. No samples were collected from endangered or protected field sites.
Sample Collection, Pathogen Isolation and DNA Purification
To obtain current isolates of R. toxicus, field collections were conducted in spring 2013 and summer 2014 in Western Australia and South Australia where R. toxicus is indigenous. Annual ryegrass (L. rigidum) samples were collected over a wide geographic area in both states (S1 Table) . In the laboratory, bacterial galls were visually identified by observation of plant samples over a fluorescent light box (Fig 1) . Bacterial galls were surface sterilized using 70% ethanol for 45 sec followed by two washes of sterile water, each for 30 sec. Each surface sterilized bacterial gall was cut into small pieces (5) (6) (7) (8) and plated onto 523M agar [6] medium in a biosafety cabinet. After 6-10 days at 26°C, bacterial growth from small pieces of gall was streaked onto a 523M medium plate to obtain single colonies. After 6-10 days growth, single colonies were streaked onto 523M medium to obtain single colony cultures. A total of 39 isolates of R. toxicus was obtained (Table 1) . Isolates of R. toxicus, Rathayibacter tritici and Rathayibacter agropyri were sourced from the South Australia Research and Development Institute (SARDI ; Table 1) in Adelaide, Australia. Isolates of Rathayibacter iranicus and Rathayibacter rathayi were sourced from International Collection of Microorganism from Plants (ICMP; Table 1 ). Purified DNA of isolates FH81, FH83, FH85, FH87, FH100, FH138, FH141 and FH147 [16] were sourced from the University of Nebraska, Lincoln. All isolates used in this study were grown on 523M agar medium plates. Genomic DNA was extracted from cultures using the Qiagen Gene Selection, Primer Design and Gene-Specific PCRs A total of 7 genes including, 16S ribosomal RNA gene, chromosome partition protein SMC, tRNA dihydrouridine synthase, cysteine desulfurase, CRISPR-associated protein cse4, vancomycin-resistance protein, and secA ATPase were selected for multi-locus sequence typing (MLST) analysis. The whole genome sequence of R. toxicus (accession number ASM42532v1) was retrieved from the NCBI GenBank database (http://www.ncbi.nlm.nih.gov/) and used for primer design of targeted genes (Table 2 ) of R. toxicus. Primers were designed using Geneious1 7.1.7 and online software Primer3 following the protocol of Arif and Ochoa-Corona [27] . Isolate identity was verified as R. toxicus based on 16S ribosomal RNA gene sequence homology; PCR primers R16sF1 (5'-TAACACGTGAGTAACCTGCC-3') and R16sR1 (5'-CATTGTAGCATGCGTGAAG-3') were developed and used to amplify a 1110 base pair (bp) fragment of the 16S rDNA gene. Primers were synthesized by IDT (Integrated DNA Technologies, Inc., Coralville, IA). Gene-specific PCR amplifications were carried out in 25 μl of reaction mixtures containing 12.5 μl of GoTaq1 G2 Hot Start Green Master Mix (Promega, Madison, WI), 0.2 μM each of the forward and reverse primers, 1 μl of DNA template and molecular grade nuclease free water (G-Biosciences, St. Louis, MO) to volume (Table 3 ). For the 16S ribosomal RNA partial gene amplification, the annealing and extension conditions were 56°C for 20 sec, and 72°C for 60 sec, respectively. Amplified PCR products (5 μl) were electrophoresed and separated in a 1.5% agarose gel in 1X Tris-acetate-EDTA (TAE) or Tris-borate-EDTA (TBE) buffer to confirm the specific amplification. Amplicon sizes were estimated using HyperLadder 50 bp 
Sequencing
PCR products (20 μl) were purified using the NucleoSpin Gel and PCR Clean-up kit (MachereyNagel Inc., Bethlehem, PA) according to the manufacturer's instructions. Purified amplicons were quantified using a NanoDrop 2000c spectrophotometer. A total of 20 μl diluted purified DNA (2 ng/μl) was sent to Genewiz Inc., Newbury Park, CA, for direct sequencing of both strands using the specific forward and reverse primers designed for each target gene. Partial 16S ribosomal gene sequences of Rathayibacter caricis, Rathayibacter festucae and Clavibacter michiganensis subsp. nebraskensis were retrieved from NCBI nucleotide database (S1 Table) .
Inter-Simple Sequence Repeats (ISSR; Inter-Microsatellite)
ISSR amplification was performed with 10 primers (15-18mers; Table 3 ) [28] following the protocol of Arif et al. [29] ; protocol was modified for PCR components and conditions to improve PCR amplification. Primers were synthesized by IDT (Integrated DNA Technologies, Inc.). ISSR amplification reactions were carried out in 25 μl mixtures containing 2.5 μl 10X buffer, 2.5 μl MgCl 2 (25 mM), 2.5 μl dNTPs (2.5 mM each), 2.0 μl primer (5 μM), 0.3 μl TaKaRa Taq (5U/μl; Clontech Laboratories, Inc., Mountain View, CA) and 1 μl of DNA template (5 ng/μl), and 14.2 μl molecular grade nuclease-free water. The PCR cycling parameters were: initial denaturation at 95°C for 3 min followed by 35 cycles of denaturation at 95°C for 20 s, annealing at 48-56.5°C (Table 3) for 40 s, extension at 72°C for 2 min, and a final extension at 72°C for 5 min. A volume of 15 μl PCR product was electrophoresed in a 1.8% agarose gel in 1X TAE buffer. Amplicon sizes were estimated using HyperLadder 50 bp and 1kb ladder (Invitrogen, Carlsbad, CA). PCR amplifications were performed in a PTC-200 Peltier thermal cycler and DNA Engine.
Data Analyses
ISSR agarose gels were manually scored and the results expressed in a binary matrix as the presence (1) or absence (0) of ISSR loci. Pairwise Jaccard's coefficients [30] were calculated for all R. toxicus isolates based on the 94 ISSR loci using the SimQual program of NTSYSpc (version 2.21q; Exeter Biological Software, Setauket, NY). Genetic relationships among the 54 isolates of R. toxicus were calculated using the Unweighted Pair Group Method with Arithmetic Mean (UPGMA) analysis in SAHN module and neighbor-joining (NJ) analysis in Njoin module of NTSYSpc. Bootstrap resampling method in Resample module of NTSYSpc was used to generate the consensus tree with 1000 replicates. The total number of loci, the percentage polymorphism, the number of monomorphic loci, and the number of polymorphic loci were also calculated. Two-way Mantel test [31] was performed using the MxComp module of NTSYSpc 2.21q to calculate the co-phenetic correlation (r) between the two symmetric dissimilar matrices, and plotted one matrix against the other, element by element (one is cophenetic (ultrametric) obtained from COPH program and the other matrix which was used to form the cluster). Cophenetic correlation was used to measure goodness-of-fit for a cluster analysis. Principal coordinate analysis (PCOORDA; multidimensional scaling) was performed using DCENTER and EIGEN modules of NTSYSpc 2.21q to highlight the resolving power of the ordination. PCOORDA was calculated using the double-centered distance matrices (standardized by variables 'raws') to obtain three-dimensional (3-D) and two-dimensional (2-D) graphics. PCOORDA can be assumed as a computational alternative to principal component analysis (PCA). AMOVA [32] was performed to examine population genetic structure of R. toxicus using GenAlEx 6.5 [33, 34] . PhiPT (Fpt), an analogue of Fst, was also calculated to describe genetic differentiation between the populations. Probability (P) for Fpt was based on 999 permutations across the full data set. The Nei's calculation of pairwise binary genetic distances (estimate of genetic difference among the populations) using ISSR data was also performed [35] . Genetic diversity was calculated (GenAlEx 6.5) for each locus using the parameters: number of different loci (Na), and the number of effective loci (Ne).
Partial gene sequences of the six genes used for MLST and the 16S ribosomal RNA gene were edited for accuracy, aligned and trees were constructed using the Geneious Tree Builder module of Geneious 7.1.7. Sequences from the six MLST genes were concatenated to generate a combined tree using NJ and UPGMA tree building methods [36, 37] . Tumura-Nei genetic distance model [38] was used to estimate branch lengths and Bootstrap resampling method (resampling with replacement) [39] was used to generate the consensus tree with 1000 replicates.
Nucleotide Sequence Accession Numbers
The sequences for the 16S ribosomal and MLST genes analyzed in this study are available at NCBI GenBank under the following accession numbers: KT754155, KT754158-KT754159, KT760408-KT760471 (16S ribosomal RNA gene), KT875413-KT875466 (CRISPR-associated protein cse4), KT875521-KT875574 (chromosome partition protein gene SMC), KT875575-KT875628 (tRNA dihydrouridine synthase), KT875467-KT875520 (cysteine desulfurase), KT875683-KT875736 (vancomycin resistant protein vanA), and KT875629-KT875682 (secA ATPase). S1 Table contain accession numbers correspond to each isolate and gene.
Results
Sample Collection and Isolation
A total of 54 isolates of R. toxicus were used in this study, 39 isolates from plant materials collected in 2013 and 2014 from South Australia and 15 isolates from archive collections ( Table 1) . Surveys of AGRT-prone regions of Western Australia were unsuccessful in obtaining current isolates of R. toxicus. All isolates that were ultimately identified as R. toxicus were similar in growth characteristics and colony appearance, yielding dark yellow colonies after 10-14 days on 523M agar medium.
Identity of R. toxicus Isolates
A 1110 bp fragment of the 16S ribosomal RNA gene was amplified from DNA of each isolate using primer set R16sF1 and R16sR1. A reliable, manually edited 1015 bp consensus sequence for each R. toxicus isolate was achieved after aligning the sense and anti-sense strands of partial sequence of the 16S ribosomal RNA gene. Consensus sequences of the 16S ribosomal RNA genes from isolates of R. tritici, R. iranicus, R. rathayi and R. agropyri were also obtained following the same procedure. All generated sequences (R. toxicus, R. tritici, R. iranicus, R. rathayi, R. agropyri) and sequences retrieved from the NCBI GenBank nucleotide database (R. caricis, R. festucae and C. michiganensis subsp. nebraskensis) were aligned and two independent trees using NJ (Fig 2) and UPGMA methods were generated (S1 Fig; Table 1 and S1 Table) . Fig 2. A phylogenetic tree was generated using consensus partial 16S ribosomal RNA gene sequence (about 1015 bp) of Rathayibacter toxicus, R. tritici, R. agropyri, R. rathayi, R. iranicus, R. caricis and R. festucae. Clavibacter michiganensis subsp. nebraskensis was included as an outgroup. The tree was constructed using neighbor-joining method and the Tamura-Nei genetic distance model. Detail of isolates and accession numbers of submitted sequences are given in Table 1 and S1 Table, respectively. A consensus tree was generated through bootstrap analysis using Geneious Tree Builder program with 1000 cycles; the obtained values labeled at the forks indicate the confidence limits for the grouping. The scale bar at the bottom indicates the substitution rate. There were no differences in the 16S rDNA nucleotide sequences among all R. toxicus isolates including those collected during 2013-2014 and those from archive collections. The R. toxicus 16S rDNA sequences showed 97.05, 97.34, 96.75, 96.95, 97.34 and 97.34% similarity with R. tritici, R. agropyri, R. caricis, R. festucae, R. iranicus and R. rathayi, respectively. C. michiganensis subsp. nebraskensis, an outgroup in this analysis, showed 94.42% similarity with R. toxicus. All generated 16S rDNA sequences were deposited in the NCBI GenBank nucleotide database (S1 Table) .
ISSR Analysis
A total of 10 ISSR primers (Table 3 ) amplified 94 loci including 65 polymorphic loci that accounted for 69% of the polymorphisms across the 54 isolates of R. toxicus (Table 1 and Table 3 ). The reproducibility of the ISSR results was verified by repeating the assays with selected R. toxicus isolates. The number of loci amplified from each ISSR primer ranged from 3 (UBC 881) to 17 (UBC 840) and the percentage polymorphism varied from 20 (P16) to 100 (UBC 810) ( Table 3 ). Primers UBC 807 and UBC 991 each amplified one unique locus in isolates SAC3387 and SA03-08, respectively. Primer UBC 810 amplified one unique locus in isolate SA03-20 and one unique locus in isolate SA19-03 (Table 3 ). Since each unique locus was associated with single strain, it may be an artifact or signify a unique strain group. The presence of population specific unique loci enabled differentiation of populations RT-I, RT-II and RT-III (Fig 3) . Based on ISSR analysis, the 54 R. toxicus isolates clustered into 3 major groups, denoted as populations RT-I, RT-II and RT-III (Fig 4) . Population RT-I contained 33 isolates, population RT-II contained 14 isolates and population RT-III contained 7 isolates. All population RT-I isolates were collected in South Australia during the 2013-14 field survey. All population RT-III isolates were obtained from archive culture collections and were originally collected from Western Australia over 40 years. Six RT-II isolates were collected from South Australia during 2013-2014 while 8 RT-II isolates were obtained from archive culture collections collected from South Australia during 1973 to 2014.
Genetic similarity (Jaccard's similarity coefficient) between isolates ranged from 64% (across populations) to 99% (within field collection site) based on ISSR analysis. None of the isolates showed 100% similarity with any other isolate. Jaccard's similarity coefficient was 0.64 for isolates SA19-09 (Population RT-I) and WAC3396 (Population RT-III), 0.65 for isolates SA19-11 (Population RT-I) and WAC3396 (Population RT-III), 0.99 for isolates SA03-04 and SA03-18 (both Population RT-I), 0.99 for isolates SA03-17 and SA03-18 (both Population RT-I), and 0.99 for isolates FH85 and FH147 (both Population RT-II). PCOORDA of the ISSR data separated the R. toxicus isolates into the same populations (RT-I, RT-II, and RT-III) as the cluster analysis ( S2 Fig). Isolate FH100, isolated from P. monspeliensis in 1991, showed some unique characteristics from the three populations but grouped with RT-II in the ISSR dendrogram generated using UPGMA method ( S3 Fig). However, based on the PCOORDA and NJ, FH100 appeared distinct from RT-I, RT-II, and RT-III in the 2-D plot (S2 Fig) and NJ tree (Fig  4) , respectively; the first three most informative PC components elucidated 51.58% of the total variation.
Analysis of molecular variance (AMOVA) among R. toxicus populations based on ISSR data indicated significant (P<0.001) genetic differentiation (Fpt value = 0.53); molecular variance among populations was 53% and within populations was 47%. Pairwise analyses between populations were RT-I vs RT-II (Fpt value = 0.563), RT-I vs RT-III (Fpt value = 0.695), and RT-II vs RT-III (Fpt value = 0.472). Percentages of polymorphic loci were 38% (RT-I), 47% (RT-II), and 27% (RT-III), with a mean value of 37% (SE 5.9%) ( Table 4) . There were 4, 5, and 4 unique loci (loci unique to a single population) identified in populations RT-I, RT-II and Table 1 . This consensus tree was generated using bootstrap resampling method in Resample module of NTSYSpc with 1000 replicates. doi:10.1371/journal.pone.0156182.g004
Emergence of a New Population of Rathayibacter toxicus RT-III, respectively (Table 4 ). Pairwise population comparisons of Nei's genetic distance was 0.151, 0.221 and 0.136 for population RT-I vs RT-II, RT-I vs RT-III, and RT-II vs RT-III, respectively. This indicates that highest genetic variation was between the RT-I and RT-III populations.
MLST Analysis
Several conserved genes commonly used for MLST of bacterial populations: rpoB (sequence length 871 bp), rpoD (sequence length 867 bp), dnaK (sequence length 951 bp) and gapA (sequence length 894 bp) were screened for population differentiation. No differences in nucleotide sequences were detected for any of these conserved genes. For MLST analysis of these R. toxicus populations, genes were selected based on their discriminative power, cellular functions (acquired immunity, protein secretion, antibiotic resistance, chromosome condensation and partitioning, biosynthetic pathways and enzyme involve in dihydrouridine modification of tRNA), as well as spatial coverage of the entire genome ( S4 Fig). Partial sequences of the following six genes were analyzed for all isolates: vancomycin resistant protein vanA, CRISPR-associated protein cse4, secA ATPase, chromosome partition protein SMC, tRNA dihydrouridine synthase and cysteine desulfurase (S4 Fig). The analyzed sequences comprised a total of 5,182 bp and accounted for 0.2% of the total 2.369 MB R. toxicus genome [40] . MLST analysis using these six genes resulted in the R. toxicus isolates NJ clustering into three populations RT-I, RT-II and RT-III (Fig 5) . The percentage nucleotide difference for all six genes ranged from 0 (secA ATPase; between population RT-II and RT-III) to 2.5% (chromosome partition protein SMC; between population RT-I and RT-II; Table 5 ). A partial coding sequence of gene secA, which encodes an ATPase, contained one SNP that differentiated population RT-I from populations RT-II and RT-III, and FH100. Out of 5,182 nucleotides, the maximum nucleotide difference was 67 nucleotides between populations RT-I and RT-II, 40 nucleotides between RT-II and RT-III, and 39 nucleotides between RT-I and RT-III. For each MLST gene analyzed, there were no nucleotide differences among strains within a population. A dendrogram using UPGMA method was also generated; showed similar clustering (S5 Fig). Individual gene analyses for all isolates resulted in similar clustering patterns except secA ATPase (Fig 6) . However, isolate FH100 remained an anomaly. It clustered with or close to population RT-I when alignments of chromosome partition protein SMC (Fig 6A) and vancomycin resistant protein were used ( Fig 6B) ; FH100 clustered with or close to population RT-III when using the CRISPR-associated protein gene cse4 (Fig 6C) , tRNA dihydrouridine synthase (Fig 6D) and cysteine desulfurase (Fig 6E) genes. The secA ATPase gene formed only two groups (group 1 with population RT-I and group 2 that combined populations RT-II and RT-III); FH100 clustered with 2 nd group for the secA ATPase gene (Fig 6F) . When the sequences of all six MLST genes were concatenated and analyzed, FH100 clustered close to population RT-III but remain distinct (Fig 6) . Trees of the individual genes were also generated using UPGMA method; they showed similar clustering patterns as the NJ method ( S6 Fig) . Emergence of a New Population of Rathayibacter toxicus A phylogenetic tree of 54 isolates of Rathayibacter toxicus was generated using concatenated consensus partial gene sequences six genes. A total of 5,182 nucleotides from vancomycin resistant protein vanA, CRISPR-associated protein cse4, secA ATPase, chromosome partition protein SMC, tRNA dihydrouridine synthase, and cysteine desulfurase genes, were analyzed to generate this tree. Three distinct groups RT-I, RT-II and RT-II were formed. The tree was constructed using neighbor-joining and Tamura-Nei genetic distance model. A consensus tree was generated through bootstrap analysis using Geneious Tree Builder program with 1000 cycles; the obtained values labeled at the forks indicate the confidence limits for the grouping. The scale bar at the bottom indicates the substitution rate. Detail for all isolates and gene accession numbers submitted to NCBI GenBank are given in Table 1 and S1 Table. doi:10.1371/journal.pone.0156182.g005
Discussion
A new population of the U.S. select agent R. toxicus (RT-I) was detected in 2013-2014 from the Yorke Peninsula in South Australia. RT-I was the predominant population on the Yorke Peninsula during our sampling surveys. At two of the three R. toxicus-positive sampling sites on the Yorke Peninsula, population RT-II was also detected along with RT-I. Sampling over the 40 years prior to 2013-2014 failed to detect the RT-I population. Possible explanations include: 1) the sampling strategy did not fully cover the geographic distribution of R. toxicus on the Yorke Peninsula, 2) RT-I was present but the sampling protocol was not sensitive to low frequency genotypes, or 3) the RT-I population recently emerged on the Yorke Peninsula. Genetic variation among isolates within the RT-I population as indicated in the ISSR analysis was much less than the genetic variation among isolates within the RT-II and the RT-III populations, perhaps suggesting a more recent emergence of RT-I. It is possible that failure to detect the RT-I population during early surveys was due to sampling error; sampling method or very low RT-I prevalence. At low population densities, the spatial distribution of R. toxicus is patchy within fields [41] . At two South Australia sample sites (SA08 and SA19) in this study, RT-II was present at low incidence compared to RT-I. Yet, both the RT-I and RT-II populations were isolated from both sites (Table 1 ; Fig 4) indicating that the sampling protocol was sensitive to detecting genotypes at low population densities with patchy distributions. This is consistent with prior research [16, 17] . Consequently, if RT-I was present in South Australia during the surveys of the past 40 years, the probability of detection was reasonable supporting a more recent emergence of RT-I. It is possible that this genotype existed a long time ago but was only recently disseminated across the Yorke Peninsula either through natural weather events, via the movement of infected seed or infested hay, or on farm equipment. That RT-I has become the dominant population might suggest some competitive advantage at least on the Yorke Peninsula. Comparative genomic analyses currently underway may provide more insight into the origin and evolution of RT-I. The RT-I genome [40] does contain the cluster of toxin producing genes associated with tunicamycin synthesis (J. P. Stack; unpublished information).
Only three out of 29 sites visited during the sample collection in 2013-2014 were positive for R. toxicus. The low number of positive sites may have been due to aggressive ryegrass management practices or environmental conditions in the previous year. The spatial distribution of R. toxicus as well as the irregular occurrence of outbreaks of R. toxicus-induced toxicities, have been reported to be patchy [41] . The identity of each isolate was confirmed using partial sequence (1015 bp) of the 16S ribosomal gene, a gene commonly used for bacterial identification and to identify phylogenetic relationships [42, 43] . All 54 isolates from the RT-I, RT-II and RT-III populations had 100% homology in the 16S ribosomal gene region and thus were confirmed as R. toxicus (Fig 2) .
ISSR and MLST are commonly used methods for phylogenetic studies [21, 24, 26, 28] . Several commonly used MLST gene targets including rpoB, rpoD, dnaK and gapA did not discriminate among the fifty-four R. toxicus isolates. Had only those gene targets been used, the conclusion would have been that no variation existed among the Australian R. toxicus populations as a function of geography or time. Criteria for MLST gene selection and a core MLST gene set was proposed for members of the subclass Actinobacteridae and included, ychF (putative DNA-binding GTPase), rpoB (β subunit of bacterial RNA polymerase), and secY (subunit of Type II secretory pathway ATPase) gene targets [44] . However, in this study-rpoB and rpoD partial gene sequences were not informative at the population level of discrimination. All the genes including secA partial gene sequence with a single SNP were informative for R. toxicus at the population level; a single secA SNP was common to all RT-I isolates from three sample locations across a sampling area of 55 kilometers and different from all isolates of populations RT-II, RT-III and FH100 (Fig 6F) . The six gene targets reported here were strategically selected to represent an array of cellular functions: acquired immunity, protein secretion, antibiotic resistance, chromosome condensation and partitioning, biosynthetic pathways and enzyme involve in dihydrouridine modification of tRNA. Whereas no variation was observed with commonly used conserved genes, the six-gene MLST reported here resolved three populations of R. toxicus as a function of geography and time. Similar experience was reported with Xylella fastidiosa where standard house-keeping genes failed to identify genetic variation while a multi-locus sequence analysis based upon environmentally-mediated genes (MLSA-E; environmental sensitive genes) resolved variation and revealed relationships among closely related bacterial strains [45] .
The ISSR markers were able to discriminate isolates based on geographical regions. In our study, ISSR primers produced signature profiles that grouped isolates based on their geographic origin (Fig 4 and S2 Fig) and could be used in trace back studies for applications in plant biosecurity. Ten polymorphic ISSR primers were selected for the analysis of R. toxicus isolates and amplified 94 loci including 69% polymorphic loci (Table 3 ). The ISSR analysis grouped the isolates into three clusters with the exception of isolate FH100 (Fig 4 and S2 Fig) . However, FH100 was isolated from a different host, P. monspeliensis, and different geographic area of South Australia. Similar results were obtained by Agarkova et al. [16] where 22 strains of R. toxicus were grouped into two clusters and FH100 was separate from these clusters. In our analyses, ISSR showed better resolution among the R. toxicus isolates within populations compared to MLST (Figs 4 and 5 and S2 Fig) . Baysal et al. [21] used ISSR method to effectively track the strains of C. michiganensis subsp. michiganesis isolates in Southern Turkey.
Both ISSR and MLST supported the existence of three distinct populations RT-I, RT-II and RT-III of R. toxicus. Although the MLST genes were distributed across the entire R. toxicus genome, the better resolution afforded by ISSR compared to MLST may have been the result of a more complete genome coverage of R. toxicus. Therefore, a more analytical approach for identifying informative genome regions for MLST may be necessary to finely resolve population structure in some pathogenic bacteria [46] . This result also supports the value of pangenomic analysis for the identification of gene targets of value to ecological investigations that require the identification of pathogenic bacteria at sub-specific levels of discrimination (e.g., race, pathovar, biovar) [47] .
Consistent with the results obtained in this study, in all previous R. toxicus population genetic studies, isolates from Western Australia grouped independently from isolates from South Australia [16, 17] . In those studies, genetic variation within the Western Australia population and within the South Australian population was identified using several analytical approaches including isozyme analysis, amplified fragment length polymorphisms, and pulsed-field gel electrophoresis [16, 17] . Within-population genetic variation among the Western Australia isolates was not correlated to isolation location, host or date of isolation suggesting that these populations are derived from one to a few clonal lineages [17] . The R. toxicus isolates used in those studies were all collected approximately 25-40 years ago, excluding one isolate from 2001 that showed no genetic variation from previously characterized Western Australia isolates [16] . In this study, fifty-four isolates of R. toxicus collected over a period of 40 years from South Australia and Western Australia were resolved into three distinct genetic groups by two independent analyses, a neutral-locus ISSR method and a coding sequencebased MLST. Sample integrity was preserved from field to lab and all R. toxicus isolates were cultured from individual bacterial galls collected from infected, mature annual ryegrass heads and processed to preclude cross contamination. In this and previous studies, the same basic result was obtained; various cluster analyses grouped the Western Australia isolates distinct from the South Australia isolates. In all studies, genetic variation within populations was identified. Several isolates were common to this and a previous study [16] ; isolates that grouped together in this study by ISSR and sequence-based MLST also grouped together in the previous study by AFLP and PFGE. Of note in this study, a previously unreported population (RT-I) was detected in South Australia and was the dominant genotype detected on the Yorke Peninsula in 2013-2014. Isolates in group RT-I were genetically distinct from all R. toxicus isolates previously reported.
One isolate, FH100, was reported by Agarkova et al. [16] as an outlier to the other two groups (Western Australia and South Australia). DNA of FH100 was provided by the Vidaver laboratory and included in this study. Consistent with their findings, FH100 presented as a single isolate cluster in this study when the concatenated MLST sequence was analyzed. When individual-gene trees were generated (Fig 6) , FH100 grouped with population RT-I, RT-II, or RT-III, depending upon the gene. This isolate was cultured from P. monspeliensis collected in southeast South Australia in 1991 [16] ; a different host species and different location than the other isolates. Whether this is evidence of another distinct R. toxicus population can only be confirmed by analyzing additional isolates from this host and location; they were not available for this study. Although in all studies to date, isolates did group as a function of geographic origin at a macro spatial scale (Western Australia and South Australia), no correlation has been reported between genetic variation and geographic origin at lesser spatial scales [17] .
In this communication we report the emergence and establishment of a new population of R. toxicus on the Yorke Peninsula of South Australia. The global trade of ryegrass seed and hay makes possible the potential extension of the geographic range of R. toxicus through the dissemination of these commodities. Extension to new geographic areas may pose a threat to animal health and provide new evolutionary opportunities for the pathogen. Understanding the nature and magnitude of genetic variation in R. toxicus will provide insight into its life history, center of origin and evolutionary potential.
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Fig. An UPGMA phylogenetic tree was generated using consensus partial 16S ribosomal RNA gene sequence of Rathayibacter toxicus, R. tritici, R. agropyri, R. rathayi, R. iranicus, R. caricis and R. festucae. Clavibacter michiganensis subsp. nebraskensis was included as an outgroup. The tree was constructed using UPGMA (unweighted pair-group method with arithmetic mean) method. Detail of isolates and accession numbers of submitted sequences are given in Table 1 and S1 Table, Six genes viz. vancomycin resistant protein vanA (C), CRISPR-associated protein cse4 (D), secA ATPase (F), chromosome partition protein SMC (G), tRNA dihydrouridine synthase (H), and cystein desulfurase (I) were used in multi-locus sequence typing (MLST). Two copies of the 16S ribosomal RNA gene (B and E) are present in the R. toxicus genome. Partial sequence of the 16S ribosomal RNA gene was used to confirm the identity of the isolates to species. Color codes: red indicates the target gene; crimson (dark red) delimited by vertical lines indicates the segments of the target gene that were amplified and used to generate the trees; green represents the portion of the genome that was not used in our study. (TIF)
S5
Fig. An UPGMA phylogenetic tree of 54 isolates of Rathayibacter toxicus was generated using concatenated consensus partial gene sequences of six genes. A total of 5,182 nucleotides from vancomycin resistant protein vanA, CRISPR-associated protein cse4, secA ATPase, chromosome partition protein SMC, tRNA dihydrouridine synthase, and cysteine desulfurase genes, were analyzed to generate this tree. Three similar distinct groups RT-I, RT-II and RT-III were formed as using the NJ method. The tree was constructed using UPGMA (unweighted pair-group method with arithmetic mean) method. A consensus tree was generated through bootstrap analysis using Geneious Tree Builder program with 1000 cycles; the obtained values labeled at the forks indicate the confidence limits for the grouping. The scale bar at the bottom indicates the dissimilarity. Detail for all isolates and gene accession numbers submitted to NCBI GenBank are given in Table 1 and S1 Table. (TIF) Table. Gene sequences of bacterial isolates used in this study were submitted to NCBI GenBank nucleotide database under the accession numbers mentioned in this Table. (DOCX)
